(1-hydroxy-7-azabenzotriazole) were from 'Molekula' (UK). Synthesis of Nmethylpyrrole/N-methylimidazole polyamides was carried out using manual solidphase peptide synthesis on Boc-ß-ala-PAM resin from Merck (>0.5 mmol/g, 100-200 mg) at room temperature in a 1 × 12 cm column with a glass filter [1, 2] . The coupling of the terminal alkyne or azide group was realized as in [3] using appropriate synthons.
Instrumentation
Reversed-phase HPLC analysis and purification were performed on Agilent 
Synthesis of carboxyl linkers, containing azide group
Synthesis of 3-propynyloxypropylamine linker 1 was carried out as described in [4] , 4-propynyloxybutylamine 2 -as in [5] , 6-propynyloxyhexanioc acid pentafluorophenyl ester 4 -as in [6] and N-hydroxysuccinimide ester of 6-azidohexanoic acid 8 -as in [7] . A general procedure for the synthesis of linkers with different lengths bearing an azide group (5-azidovaleric acid (5), 6-azidohexanoic acid (6) and 11-azidoundecanoic acid (7)) has been realized according to the method described in [7] from the corresponding bromo-substituted acids. Yields of 5, 6, and 7 were 74%, 78% and 80% respectively. Spectral characteristics of the resulting products 5 and 6 correspond to the previously described [4, 8] A general procedure for post-synthetic terminal functionalization of polyamides by azide or alkyne moieties 11-14
The Coupling of the azide-bearing fluorophore group to the alkynemodified polyamide
thiazol-3-ium (TO, thiazole orange) has been described in [9] .
Conjugation of TO and the coumarin fluorophore (3-azido-7-hydroxy-2H-chromen-2-one, MM14) to the alkyne-modified polyamide F1-NH2 was realized in a microwave characterized by UV-vis spectra and mass-spectrometry (see Table S1 ). 
Synthesis of TFOs 15-19 bearing terminal alkynes
Modified oligonucleotides, bearing one or two alkyne linkers at the 5'-end, were prepared by Mukaiyama reaction [10] propargylamine 3, 1-5 mg) was added, and the mixture was incubated at rt for 2 h, followed by precipitation with 3% LiClO 4 solution in acetone (1 mL). The precipitate was centrifuged to form a pellet that was washed with acetone, dried and dissolved in H 2 O. The products 15-19 were purified by HPLC on a C-18 X-Terra (7 µm) column (7,7 × 300 mm; Waters), using a linear gradient of 5-50% MeCN in 0.02M aq NH 4 OAc solution, pH 6.0, at a flow rate of 2 mL/min. Then solvent was removed in vacuo. The yields were 20-38% for the mono-modified oligonucleotide and 24% for the bis-modified HIVLP-oligonucleotide. The purities of modified oligonucleotides were confirmed by 20% denaturing PAGE (7 M urea). Mass spectra and yields of obtained alkyne-modified oligonucleotides 15-19 are shown in Table S2 . The products 23-29 were purified by HPLC on a C-18 X-Terra (7 µm) column (7.7 × 300 mm; Waters), using a linear gradient of 5-100% MeCN in 0.02M aq NH 4 OAc at a flow rate of 2 mL/min. Then solvent was removed in vacuo.
Synthesis of polyamide-TFO conjugates (23-29) by CuAAC reaction
The yields were 30-90 % (see Tables S3 and S4 ). The purities of conjugates were confirmed by 20% denaturing PAGE (7 M urea). The most deceiving surprise was a rapid degradation of the HPLC-purified conjugates even after one-day storage in the freezer ( Figure S1 ). This resin allowed us to remove copper ions completely and to save the newly synthesized TINA-TFO-polyamide conjugates from decomposition.
As an alternative method of purification we also tried a preparative denaturing gel electrophoresis in 1 mm thick 20% polyacrylamide gel -tris-borate-EDTA -7 M urea. Here, the good resolution of conjugates, initial products and degradation products has been observed. After excision of the product band and water extraction, a homogeneous pure conjugate was obtained. However, the yield of this procedure was quite low (about 20%).
Gel-shift experiments
Gel-shift experiments were performed in 15% non-denaturing polyacrylamide gels in 50 mM HEPES (pH 7.2), 50 mM NaCl and 5 mM MgCl 2 . Each sample (10 µL) in the same buffer contained 1.2 pmol of fluorescein-labeled target HIV duplex with covalently linked complementary strands via four thymidine nucleotides (see publication [12] ), glycerol (up to 8%) and eventually 0.06% bromophenol blue and xylene cyanol as migration markers. The mixture was first heated at 90 °C for 3 min and slowly cooled, then the third strand (conjugates 23-29) was added up to its specific final concentration in each tube (0.45-3 µM). The mixtures were incubated at +4 °C overnight and then loaded onto 15% non-denaturing polyacrylamide gel. The electrophoresis was performed at a power 5 W for several hours. The gels were scanned on Typhoon using a laser at 473 nm and a 510LP filter to detect the fluorescein label. The image was analyzed using the ImageQuant or ImageJ s10 software. Apparent dissociation constants were calculated according to the protocol described in publication [12] .
